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L3 ANSWER 1 OF 1 WPIDS COPYRIGHT 2 003 THOMSON DERWENT on STN 
TI Identifying a compound which modulates the activity of prokaryotic 
elongation factor p (efp) for 

screening for compounds which can be used as antibiotics comprises 

contacting efp with a compound and determining if efp 

activity is modified. 
AN 2000-524303 [47] WPIDS 
AB WO 200045177 A UPAB : 20000925 

NOVELTY - A method (Ml) for identifying a compound which modulates the 

activity of efp comprises contacting efp with a 

compound and determining whether the compound modifies activity of 
efp . 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for the 
following : 

(1) a method (M2) for identifying a compound which modulates 
fp activity comprising: 

(a) contacting a cell containing efp with a compound 
identified by Ml; and 

(b) determining whether the compound inhibits cell growth; 

(2) a method (M3) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a composition comprising efp, 
N-formylmethionyl-tRNA (fMet-tRNA) , 30S subunit, SOS , an mRNA containing 
an AUG sequence and initiation factors 1,2 and 3 with a compound; and 

(b) determining whether the compound allows fMet-tRNA to bind to a 
complex formed through the interaction of efp, 30S subunit, SOS, 

an mRNA containing an AUG sequence and initiation factors 1,2 and 3; 

(3) a method (M4) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with prokaryotic 30S subunit or 70S 
ribosome to form a composition; 

(b) contacting the composition with a compound; and 

(c) determining whether the compound binds to efp in 
association with the 30S subunit or 70S ribosome or interferes with the 
binding of efp and the 3 OS subunit or 7 0S ribosome; 

(4) a method (MS) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with a composition comprising either SOS 
subunit or 70S ribosome, a tRNA fragment comprising CACCA-radiolabeled 
amino acid and a peptide bond donor to form a second composition; 

(b) contacting the second composition with the compound; and 

(c) determining whether the compound inhibits the first peptide bond 
reaction; 

(5) a method (M6) for identifying a compound which modulates 



efp activity comprising: 

(a) contacting a cell or composition containing efp with a 
detectably labelled oxazolidinone compound known to 
bind efp; 

(b) contacting the composition or cell with an unlabelled compound; 

and 

(c) determining whether the unlabelled compound displaces the 
labelled oxazolidinone compound from the complex; 

(6) a method (M7) for identifying a compound which modulates 
efp but not eukaryotic eIF5A activity comprising: 

(a) determining whether the compound modulates the activity of 
prokaryotic efp by Ml - M7; 

(b) contacting eIF5A with a composition comprising methionyl - tRNA 
(Met-tRNA) , 80S ribosome, an mRNA containing an AUG sequence, initiation 
factors eIF-2, eIF-3, eIF-5, eIF-4C, eIF-4D and a peptide bond donor to 
form a second composition; 

(c) contacting the second composition with a compound; and 

(d) determining whether the compound inhibits the first peptide bond 
reaction of a complex formed through the interaction of eIF5A, Met-tRNA, 
8 0S ribosome, an mRNA containing an AUG sequence, initiation factors 
eIF-2, eIF-3, eIF-5, eIF-4C and eIF-4D; and 

(7) modulating the activity of prokaryotic efp, the 30S 
subunit, 50S subunit, 70S ribosome or L16 protein comprising contacting 
the efp or cell or cell preparation containing the efp 
, the 30S subunit, SOS subunit, 70S ribosome or L16 protein with an 
oxazolidinone compound. 

USE - To screen for compounds which modulate ribosome mediated 
peptide bond formation. These screening assays can be used to discover 
new and useful antibiotics. 

ADVANTAGE - This screening method is more rapid and direct than 
currently available methods. 
Dwg. 0/0 

2000-524303 [47] WPIDS 
N2000-387540 
C2000-155724 

Identifying a compound which modulates the activity of 
prokaryotic elongation factor 
p (efp) for screening for compounds 

which can be used as antibiotics comprises contacting 
efp with a compound and determining if 
efp activity is modified. 
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L5 ANSWER 1 OF 23 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS INC. on STN 

TI The chvH locus of Agrobacterium encodes a homologue of an elongation 
factor involved in protein synthesis. 

AB The virulence of Agrobacterium tumefaciens depends on both chromosome- and 
Ti plasmid-encoded gene products. In this study, we characterize a 
chromosomal locus, chvH, previously identified by TnphoA mutagenesis and 
shown to be required for tumor formation. Through DNA sequencing and 
comparison of the sequence with identified sequences in the database , we 
show that this locus encodes a protein similar in sequence to 
elongation factor P, a protein thought to be involved in peptide 
bond synthesis in Escherichia coli . The analysis of vir-lacZ and vir-phoA 
translational fusions as well as Western immunoblotting revealed that the 
expression of Vir proteins such as VirE2 was significantly reduced in the 
chvH mutant compared with the wild-type strain. The E. coli efp 
gene complemented detergent sensitivity, virulence, and expression of 
VirE2 in the chvH mutant, suggesting that chvH and efp are 
functionally homologous. As expected, ChvH exerts its activity 
at the posttranscriptional level. Southern analysis suggests that the 
gene encoding this elongation factor is present as a single copy in A. 
tumefaciens. We constructed a chvH deletion mutant in which a 445-bp 
fragment within its coding sequence was deleted and replaced with an omega 
fragment. On complex medium, this mutant grew more slowly than the 
wild-type strain, indicating that elongation factor P is important but not 
essential for the growth of Agrobacterium. 

ACCESSION NUMBER: 2001:61207 BIOSIS 

DOCUMENT NUMBER: PREV200100061207 

TITLE: The chvH locus of Agrobacterium encodes a homologue of an 

elongation factor involved in protein synthesis. 

AUTHOR (S) : Peng, Wen-Tao; Banta, Lois M. ; Charles, Trevor C. ; Nester, 

Eugene W. [Reprint author] 

CORPORATE SOURCE: Department of Microbiology, University of Washington, 



Seattle, WA, 98195-7242, USA 
gnester@u . Washington . edu 
SOURCE: Journal of Bacteriology, (January, 2001) Vol. 183, No. 1, 

pp. 36-45. print. 

CODEN: JOBAAY. ISSN: 0021-9193. 
DOCUMENT TYPE: Article 
LANGUAGE : Engl i sh 

ENTRY DATE: Entered STN: 31 Jan 2 001 

Last Updated on STN: 12 Feb 2002 

L5 ANSWER 2 OF 23 BIOSIS COPYRIGHT 2 003 BIOLOGICAL ABSTRACTS INC. on STN 

TI A novel baculovirus envelope fusion protein with a proprotein 
convertase cleavage site. 

AB The entry mechanism of Spodoptera exigua multicapsid nucleopolyhedrovirus 
(SeMNPV) , a group II NPV, in cultured cells was examined. SeMNPV budded 
virus (BV) enters by endocytosis as do the BVs of the group I NPVs, 
Autographa calif ornica (Ac) MNPV and Orgyia pseudotsugata (Op) MNPV. In 
group I NPVs, upon infection acidification of the endosome triggers fusion 
of the viral and endosomal membrane, which is mediated by the BV envelope 
glycoprotein GP64 . However, the SeMNPV genome lacks a homolog of GP64 
envelope fusion protein (EFP) . A functional homolog 
of the OpMNPV GP64 EFP was identified in SeMNPV ORF8 (Se8 ; 76 
kDa) and appeared to be the major BV envelope protein. 
Surprisingly, a 60 -kDa cleavage product of this protein is 
present in the BV envelope. A furin-like proprotein convertase cleavage 
site (R-X-K/R-R) was identified immediately upstream of the N-terminus of 
the mature Se8 protein and this site was also conserved in the 
Lymantria dispar (Ld) MNPV homolog (Ldl30) of Se8 . Syncytium formation 
assays showed that Se8 and Ldl30 alone were sufficient to mediate membrane 
fusion upon acidification of the medium. Furthermore, C- terminal 
GFP-fusion proteins of Se8 and Ldl30 were primarily localized in the 
plasma membrane of insect cells. This is consistent with their fusogenic 
activity and supports the conclusion that the Se8 gene product is 
a functional homolog of the GP64 EFP . 

ACCESSION NUMBER: 2000:469691 BIOSIS 

DOCUMENT NUMBER: PREV200000469691 

TITLE: A novel baculovirus envelope fusion protein with 

a proprotein convertase cleavage site. 
AUTHOR(S): I Jkel , Wilfred F. J.; Westenberg, Marcel; Goldbach, Rob W. ; 

Blissard, Gary W.; Vlak, Just M. [Reprint author]; Zuidema, 

Douwe 

CORPORATE SOURCE: Laboratory of Virology, Wageningen University and Research 

Center, Binnenhaven 11, 6709 PD, Wageningen, Netherlands 

SOURCE: Virology, (September 15, 2000) Vol. 275, No. 1, pp. 30-41. 

print . 

CODEN: VIRLAX. ISSN: 0042-6822. 
DOCUMENT TYPE: Article 
LANGUAGE: English 

ENTRY DATE: Entered STN: 1 Nov 2000 

Last Updated on STN: 10 Jan 2002 

L5 ANSWER 3 OF 23 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS INC. on STN 
TI Interferon stimulating protein and uses thereof. 

AB This invention relates to the use of the baculovirus glycoprotein, 
Interferon Stimulating Protein ( ISP) (also known as gp67, gp64 
EFP, or gp64) , or the gene sequence encoding ISP, to stimulate 
production of interferon, such as for immunotherapy, anti-viral, 
anti-cancer, anti -bacterial , or anti-parasitic therapy. This invention 
also relates to novel mutant forms of ISP that show enhanced biological 
(i.e., anti-viral) activity, increased stability, higher yield 
or better solubility. 

ACCESSION NUMBER: 2000:290863 BIOSIS 

DOCUMENT NUMBER: PREV200000290863 

TITLE: Interferon stimulating protein and uses thereof. 
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L5 ANSWER 4 OF 23 BIOSIS COPYRIGHT 2 003 BIOLOGICAL ABSTRACTS INC. on STN 
TI Efp as a primary estrogen-responsive gene in human breast 
cancer . 

AB We have previously isolated the efp (estrogen-responsive finger 
protein) that is required for the normal estrogen- induced cell 
proliferation. Here, we show the genomic organization of the human 
efp gene which consists of nine exons . The efp mRNA was 
expressed in human breast tumors and the estrogen-induced expression of 
the efp was found in MCF-7 human breast cancer cells. Moreover, 
efp promoter activity was enhanced through the 

estrogen-responsive element dependent on estrogen and estrogen receptor. 

These results suggest that the efp can mediate estrogen actions 

such as cell growth in human breast cancer as a primary responsive gene. 
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Efp as a primary estrogen- responsive gene in 
human breast cancer. 

Ikeda, Kazuhiro; Orimo, Akira; Higashi, Yasuhiro; 
Muramatsu, Masami ; Inoue, Satoshi [Reprint author] 
Department of Biochemistry, Saitama Medical School, 
Morohongo, Moroyama, Iruma-gun, Saitama, 350-0495, 
FEBS Letters, (April 21, 2000) Vol. 472, No. 1, pp. 
print . 

CODEN: FEBLAL. ISSN: 0014-5793. 

Article 

English 

Entered STN: 14 Jun 2 00 0 
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L5 ANSWER 5 OF 2 3 BIOSIS COPYRIGHT 2 0 03 BIOLOGICAL ABSTRACTS INC. on STN 
TI Estrogen-responsive RING finger mRNA induction in gastrointestinal 

carcinoma cells following bile acid treatment. 
AB The underlying molecular mechanisms of the tumor-promoting 

activity of bile acids such as chenodeoxycholic acid (CDCA) and 
deoxycholic acid (DCA) and the protective effect of ursodeoxycholic acid 
(UDCA) remain largely unclear. Using RNA arbitrarily primed PCR (RAP-PCR) 
for differential display, we identified, cloned and sequenced 
differentially expressed transcripts after treating gastric carcinoma 
cells (St 23132) with the bile acids CDCA, DCA and UDCA. One of these 
transcripts was identified to be an estrogen-responsive RING finger 
protein (efp) mRNA. The differential expression of 
efp in gastric cancer cells was confirmed by low stringency 
RT-PCR. efp mRNA levels were induced 3-fold in gastric carcinoma 
cells after CDCA and DCA treatment, whereas no change in expression was 
detected after UDCA treatment. Finally, treatment of the colon carcinoma 
cell line HT 29 with DCA resulted in a 2- to 5-fold induction of 
efp mRNA levels whereas UDCA did not induce efp. As 
expected, efp expression was also increased after 24 h of 



estrogen treatment. In summary, a synergy or a common pathway of tumor 
enhancement of bile acids and estrogen via ofp in 
gastrointestinal carcinogenesis can be envisioned. 
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Estrogen-responsive RING finger mRNA induction in 
gastrointestinal carcinoma cells following bile acid 
treatment . 

Jung, Barbara; Vogt, Thomas; Mathieu-Daude , Francoise; 

Welsh, John; McClelland, Michael; Trenkle, Thomas; Weitzel, 

Christoph; Kullmann, Frank [Reprint author] 

Dep. Internal Med. I, Univ. Regensburg, 93 042 Regensburg, 

Germany 
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ANSWER 6 OF 23 BIOSIS COPYRIGHT 2 003 BIOLOGICAL ABSTRACTS INC. on STN 
Promoter analysis of mouse estrogen-responsive finger protein ( 
efp) gene: Mouse efp promoter contains an E-box that is 
also conserved in human. 

The estrogen-responsive finger protein (efp) 

containing a RING finger motif has been identified as an 

estrogen- responsive gene in human and mouse. Here, we have characterized 
the basal promoter region of the mouse efp gene. The promoter 
lacks the TATA motif, and transcription initiation sites are found at 
positions - 38T, - 64A and - 73C from the translation initiation site. 
Deletion analysis of the 5 '-flanking region using Jyg-Mc(B) mouse breast 
cancer cells indicates that the sequence encompassing from - 139 to - 1 
has a basal transcription activity. This region is GC-rich in 
both mouse and human promoters, and the E-box is precisely matched on the 
sequence alignment. A mutation experiment with E-box shows that the E-box 
is functionally active. An electrophoretic mobility shift assay using 
Jyg-Mc(B) nuclear extracts shows that a transcription factor, USF-1 binds 
to the E-box in the mouse efp promoter. It has been shown that 
the E-box in the human efp promoter is indispensable for basal 
transcriptional activity and binds USF-1. These findings 
suggest that the mouse efp promoter is regulated by a similar 
mechanism to that of the human. In mouse, however, we have not found a 
negative regulatory region that is present in human promoter. 
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protein (efp) gene: Mouse efp 

promoter contains an E-box that is also conserved in human. 
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Dep. Biochem., Saitama Med. Sen., Moroyama, Saitama 350-04, 
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L5 ANSWER 7 OF 23 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS INC. on STN 
TI The gene encoding the elongation factor P prot in is essential 
for viability and is required for protein synthesis. 



AB Elongation factor P (EFP) is a protein that stimulates 

the peptidyltransf erase activity of fully assembled 70 S 

prokaryotic ribosomes and enhances the synthesis of certain dipeptides 

initiated by N-f ormylmethionine . This reaction appears conserved 

throughout species and is promoted in eukaryotic cells by a homologous 

protein, eIF5A. Here we ask whether the Escherichia coli gene 

encoding EFP is essential for cell viability. A kanamycin 

resistance (KanR) gene was inserted near the N-terminal end of the 

efp gene and was cloned into a plasmid, pMAK705, that has a 

temperature-sensitive origin of replication. After transformation into a 

recA+ E. coli strain, temperature-sensitive mutants were isolated, and 

their chromosomal DNA was sequenced. Mutants containing the efp 

-KanR gene in the chromosome grew at 33degree C only in the presence of 

the wild-type copy of the efp gene in the pMAK705 plasmid and 

were unable to grow at 44degree C. Incorporation of various isotopes in 

vivo suggests that translation is impaired in the efp mutant at 

44degree C. At 44degree C, mutant cells are severely defective in 

peptide -bond formation. We conclude that the efp gene is 

essential for cell viability and is required for protein 

synthesis . 

ACCESSION NUMBER: 1998:83503 BIOSIS 

DOCUMENT NUMBER: PREV199800083503 

TITLE: The gene encoding the elongation factor P protein 

is essential for viability and is required for 
protein synthesis. 
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M. Clelia [Reprint author] 
CORPORATE SOURCE: C.H. Best Inst., Univ , Toronto, Toronto, ON M5G 1L6, Canada 
SOURCE: Journal of Biological Chemistry, (Dec. 19, 1997) Vol. 272, 

No. 51, pp. 32254-32259. print. 
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DOCUMENT TYPE: Article 
LANGUAGE: English 

ENTRY DATE: Entered STN : 24 Feb 1998 

Last Updated on STN: 24 Feb 1998 

L5 ANSWER 8 OF 23 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS INC. on STN 
TI Multiple regulatory elements and binding proteins of the 5' -flanking 

region of the human estrogen-responsive finger protein ( 

efp) gene. 

AB The efp, a member of the RING finger family, was previously 

identified as an estrogen responsive gene. Here, we characterized basal 

promoter of the human efp gene. Transcription initiation site 

was found at position -60 G relative to the site for translation 

initiation, and TATA motif was absent. Deletion and mutation analyses of 

the 5' -flanking region using MCF-7 breast cancer cells indicated that the 

sequences located at -137 to -72 had the promoter activity for 

which an E-box (CACGTG) element at -110 to -105 was essential. EMSA 

showed that USF-1 bound to the E-box and that a protein-DNA 

complex was formed at the positive regulatory region (-137 to -110) . 

Moreover, a strong negative regulatory region was present in -235 to -174. 

These findings suggest that the human efp promoter is regulated 

by multiple elements and their interacting factors, and the E-box near the 

transcription initiation site is essential for the basal promoter 

activity. 

ACCESSION NUMBER: 1997:438717 BIOSIS 
DOCUMENT NUMBER : PREV19979973 792 0 

TITLE: Multiple regulatory elements and binding proteins of the 
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CORPORATE SOURCE: Dep. Biochemistry, Saitama Med. Sen., Moroyama, Saitama 



350-04, Japan 

SOURCE: Biochemical and Biophysical Research Communications, (1997) 

Vol. 236, No. 3, pp. 765-771. 

CODEN: BBRCA9 . ISSN: 0006-291X. 
DOCUMENT TYPE: Article 
LANGUAGE : Eng 1 i s h 

ENTRY DATE: Entered STN : 8 Oct 1997 

Last Updated on STN: 8 Oct 1997 

L5 ANSWER 9 OF 23 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS INC. on STN 
TI Identification of a membrane fusion domain and an oligomerization domain 

in the baculovirus GP64 envelope fusion protein. 
AB The baculovirus GP64 envelope fusion protein (GP64 EFP 

) is the major envelope glycoprotein of the budded virion and has been 
shown to mediate acid- triggered membrane fusion both in virions and when 
expressed alone in transfec.ted cells. Using site -directed mutagenesis and 
functional assays for oligomerization, transport, and membrane fusion, we 
localized two functional domains of GP64 EFP. To identify a 
fusion domain in the GP64 EFP of the Orgyia pseudotsugata 
multiple nuclear polyhedrosis virus (OpMNPV) , we examined two hydrophobic 
regions in the GP64 EFP ectodomain. Hydrophobic region I (amino 
acids 223 to 228) is a cluster of 6 hydrophobic amino acids exhibiting the 
highest local hydrophobicity in the ectodomain. Hydrophobic region II 
(amino acids 330 to 338) lies within a conserved region of GP64 
EFP that contains a heptad repeat of leucine residues and is 
predicted to form an amphipathic alpha-helix. In region I, 
nonconservative amino acid substitutions at Leu- 2 26 and Leu- 22 7 (at the 
center of the hydrophobic cluster) completely abolished fusion 
activity but did not prevent GP64 EFP oligomerization or 

surface localization. To confirm the role of region I in membrane fusion 
activity, we used a synthetic 21-amino-acid peptide to generate 
polyclonal antibodies against region I and demonstrated that antipeptide 
antibodies were capable of both neutralizing membrane fusion 
activity and reducing infectivity of the virus. In hydrophobic 
region II, mutations were designed to disrupt several structural 
characteristics: a heptad repeat of leucine, a predicted alpha-helix, or 
the local hydrophobicity along one face of the helix. Single alanine 
substitutions for heptad leucines did not prevent oligomerization, 
transport, or fusion activity. However, multiple alanine 
substitutions or proline (helix-destabilizing) substitutions disrupted 
both oligomerization and transport of GP64 EFP. In addition, a 
deletion that removed region II and the predicted alpha-helix was 
defective for oligomerization, whereas a larger deletion that retained 
region II and the predicted helix was oligomerized . These results 
indicate that region II is required for oligomerization and transport and 
suggest that the predicted helical structure of this region may be 
important for this function. Thus, by using mutagenesis, functional 
assays, and antibody inhibition, two functional domains were localized 
within the baculovirus GP64 EFP: a fusion domain located at 
amino acids 223 to 22 8 and an oligomerization domain located at amino 
acids 327 to 335 within a predicted amphipathic alpha-helix. 
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TI Overlapping TATA- dependent and TATA- independent early promoter activities 

in the baculovirus gp64 envelope fusion protein gene. 
AB In previous studies to characterize basal and activated transcription from 
the early promoter of the gp64 envelope fusion protein ( 
efp) gene of the Orgyia pseudotsugata multicapsid nuclear 
polyhedrosis virus, the TATA box was identified as a functional element, 
essential for basal transcription from a minimal promoter construct. In 
the current study, we used discrete deletions and multiple point mutations 
that removed the functional TATA box from larger promoter constructs of 
the gp64 efp gene to reveal an overlapping TATA- independent 
transcriptional activity. TATA- independent transcriptional 
activity was inhibited in vitro by alpha-amanitin but not by 
tagetitoxin, demonstrating that like the TATA- dependent activity 
the TATA- independent activity is mediated by RNA polymerase II. 
Using constructs in which the TATA box (TATATAA) was destroyed by 
substitution mutations, we identified four elements that are required for 
the TATA- independent activity. Two of the required elements, 
GATA (at -114) and CACGTG (at -104) . were previously shown to specifically 
bind host transcription factors and activate transcription . from the 
TATA- dependent wild-type gp64 efp promoter. The role of the 
early start site consensus CAGT sequence in TATA- independent transcription 
was also examined. Single-nucleotide substitution mutations in the CAGT 
sequence indicated that certain nucleotides within the CAGT start site 
were essential. In addition to the start site sequence and two upstream 
elements, a fourth essential element was identified in the 5' untranslated 
leader region (5'UTR) . While the 5'UTR was not necessary for 
TATA- dependent transcription, deletion of a 10-bp 5'UTR sequence resulted 
in the loss of TATA- independent transcriptional activity. 

Although necessary, neither the GATA, CACGTG, start site region, nor 5'UTR 
element was alone sufficient for accurately initiated TATA- independent 
transcription from the consensus CAGT start site. Thus, the gp64 
efp early promoter contains overlapping TATA- dependent and 
TATA- independent transcriptional activities. A number of common sequence 
elements (GATA, CACGTG, and start site CAGT) are involved in both of these 
activities, while one element (in the 5'UTR) is required only in the 
TATA- independent context. 
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TI New crystallized recombinant polypeptides from Staphylococcus aureus, 

Streptococcus pneumoniae, Helicobacter pylori or Pseudomonas aeruginosa 
involved in general metabolism, useful as drug targets for pathogenic 
bacteria . 

AN 2003-513596 [48] WPIDS 

AB WO2003044185 A UPAB : 20030729 

NOVELTY - A crystallized recombinant polypeptide (I) comprising the 
sequence of polypeptides from Staphylococcus aureus, Streptococcus 



pneumoniae, Helicobacter pylori, Escherichia coli and Pseudomonas 
aeruginosa which are involved in general metabolism, or a sequence having 
at least 95% identity with the polypeptide sequence, where the polypeptide 
is in crystal form, is new. 

DETAILED DESCRIPTION - A crystallized recombinant polypeptide (I) 
comprises the amino acid sequence (S) of polypeptides involved in general 
metabolism, which comprises: 

(a) shikimate dehydrogenase (aroE) or protein chain 
elongation factor EF-Ts (tsf) from S. aureus; 

(b) GroEL (mopA) from H. pylori; 

(c) peptide deformylase (def ) , peptide chain release factor 1 (prfA) , 
DnaK protein (heat shock protein (hsp) 70) (dnaK) , or 

protein chain elongation factor EF-Tu (tufB) from P. aeruginosa; 

(d) 3 -phosphoshikimate 1 -carboxyvinyltransf erase (aroA) , ribosome 
recycling factor (frr) or translation elongation factor P (efp) 

from S. pneumoniae; or 

(e) DnaK protein (hsp 70) (dnaK) from E. coli, where the 
amino acid sequences are fully given in the specification. 

(I) comprises an amino acid sequence having at least 95% identity 
with the amino acid sequence of the above polypeptide, or comprises an 
amino acid sequence encoded by a polynucleotide that hybridizes under 
stringent conditions to the complementary strand of a polynucleotide 
having a sequence encoding any of the above polypeptides. (I) is in a 
crystal form. 

INDEPENDENT CLAIMS are also included for: 

(1) a sample (II) comprising an isolated, recombinant polypeptide 
(P) , comprising (S) , an amino acid sequence having at least 95% identity 
with (S) , or an amino acid sequence encoded by a polynucleotide that 
hybridizes under stringent conditions to the complementary strand of a 
polynucleotide having a sequence encoding (S) , where (P) is labeled with a 
heavy atom, or is enriched in nuclear magnetic resonance (NMR) isotope; 

(2) a crystallized complex comprising (I) and a co-factor or a small 
organic molecule, where the complex is in a crystal form; 

(3) an isolated, recombinant polypeptide comprising an amino acid 
sequence having at least 90% identity with GroEL polypeptide from H. 
pylori, peptide deformylase from P. aeruginosa, 3 -phosphoshikimate 

1- carboxyvinyltransf erase or ribosome recycling factor from S. pneumoniae, 
peptide chain release factor 1 from P. aeruginosa, or an amino acid 
sequence encoded by a polynucleotide that hybridizes under stringent 
conditions to the complementary strand of a polynucleotide encoding the 
above mentioned polypeptides, where the GroEL polypeptide comprises the 
amino acids residue K at position 58, T at position 307 and D at position 
340, peptide deformylase comprises E at position 85, 3 -phosphoshikimate 
1 -carboxyvinyltransf erase comprises V at position 250 and C at position 
307, ribosome recycling factor comprises L at position 88 and Q at 
position 142, and peptide chain release factor 1 comprises L at position 
48, E at position 51 and V at position 304; 

(4) a composition (III) comprising (P) , where (P) is at least about 
90% pure in a sample of (III) ; 

(5) a complex comprising an isolated, recombinant polypeptide 
comprising : 

(a) a sequence of peptide deformylase and DnaK protein 
(gi/9951024) ; 

(b) a sequence of ribosome recycling factor and DNA ligase, 
NAD-dependent (gi/ 14972593 ) ; 

(c) a sequence of translation elongation factor P and ribosomal 
protein LI (gi/14972107) ; 

(d) a sequence of DnaK protein from P. aeruginosa and hsp 
GrpE (gi/9951026) ; 

(e) a sequence of protein chain elongation factor EF-Tu and 
SOS ribosomal protein L13 (gi/9950666) , 30S ribosomal 

protein S3 (gi/9950474 ) , 30S ribosomal protein S2 
(gi/9949817) , elongation factor Ts (gi/9949816) , or DnaK protein 
(gi/9951024) ; or 



(f) a sequence of protein chain elongation factor EF-Ts and 
translational elongation factor TU (gi/13 700439) or 80 kDa unidentified 
protein/ and 

(6) a host cell comprising a nucleic acid encoding (P) , where the 
culture of the host cell produces 1 mg of the polypeptide/1 of culture and 
the polypeptide is at least one-third soluble as measured by gel 
electrophoresis . 

ACTIVITY - Antibacterial. 
MECHANISM OF ACTION - Vaccine; Modulator of (P) . 
No biological data given. 

USE - (I) is useful for designing a modulator for the prevention or 
treatment of S. aureus, H. pylori, P. aeruginosa, S. pneumoniae or E. coli 
related disease or disorder. The method comprises providing a 
three-dimensional (3D) structure for (I), identifying a potential 
modulator by reference to the 3D structure, contacting the potential 
modulator with the recombinant polypeptide and assaying the 
activity of the polypeptide or determining the viability of S. 
aureus, H. pylori, P. aeruginosa, S. pneumoniae or E. coli after contact 
with the modulator, where a change in the activity of the 

polypeptide or the viability of the bacteria indicates that the modulator 
may be useful for preventing or treating the disease or disorder. (P) is 
also useful for identifying small molecules that bind to (P) . The method 
comprises generating a first NMR spectrum of (P) which is isotopically 
labeled, exposing (P) to one or more small molecules, generating a second 
NMR spectrum of (P) which has been exposed to one or more small molecules, 
and comparing the first and second spectra to determine differences 
between the spectra, where the difference indicates one or more small 
molecules that have bound to (P) (claimed) . 

The structural and functional information of (I) aid in the discovery 
and design of therapeutic and diagnostic molecules. The crystal structure 
is useful to make a structural or computer model of the polypeptide, 
complex or its portion. (I) is also useful for determining crystal 
structure of a homolog of (P) . A protein complex comprising (P) 
is useful for identifying modulators of the protein complex. 
Detecting the presence of (P) is useful for diagnosing a patient suffering 
from a disease or disorder of a pathogenic species. The diagnostic assays 
are useful for monitoring the effectiveness of an ant i -pathogenic 
treatment in an individual suffering from a disease or disorder of such 
pathogen. (I) and the recombinant polypeptides are useful for inducing an 
immunological response in an individual and as an antigen for vaccination 
of a host to produce specific antibodies which protect against invasion of 
bacteria, for e.g. by blocking adherence of bacteria to damaged tissue. 
The polypeptides are also useful for developing antimicrobial agents which 
are useful as surface disinfectants, topical pharmaceuticals, personal 
hygiene applications, additive to cell culture medium and systemic 
pharmaceutical products, and as food preservative or in treating food 
products to eliminate potential pathogens. 
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TI Screening drug candidates for use in treating immune system disorders. 

AN 2001-638629 [73] WPIDS 

AB US2001031462 A UPAB : 20011211 

NOVELTY - Screening (I) drug candidates for use in treating immune system 
disorders, comprising adding a drug candidate to a cell that expresses a 
specific expression profile gene (G) , and determining the effect of the 
drug candidate on expression of (G) , is new. 

DETAILED DESCRIPTION - Screening (I) drug candidates for use in 
treating immune system disorders, comprising adding a drug candidate to a 
cell that expresses a specific expression profile gene (G) , and 
determining the effect of the drug candidate on expression of (G) , is new. 
(G) is Egr-1, Egr-2, Nur77, c-myc, MlP-la, MIP-lb,BL34, gfi-1, NAIB2 , 
neurogranin, SLAP, Al, E2-20K, SATB 1, Cctq, kappa V, pcp-4, TGIF, CD83, 
ApoE, Aeg-2, CD72, cyclin D2 , lck, MEF-2C, brnk, IgD, Evi-2, vimentin, 
CD36, c-fes, c-fos, TRAP, hIP30, Ly6E . 1 , LRG-21, Fos B, gaddl53 , mafk, 
Ah-R, C/EBP beta, EZF, TIS7, TIS11, TISllb, LSIRF , MKP1, PAC-1, PEP, 
MacMARCKS, SNK, Stral3 , kir/gem, EB12 , IL1-R2, MyD116, RP105, uPAR, 4F2 , 
hRab30, Id3 , BKLF, LKLF, EFP , bcl-3, caspase 2, GILZ, hIFI-204, 
hRhoH, TRAF5, LT-beta, IFNg-RII, gadd45, CDC47, NAG, scd2 , kappa 0 ig, 
iap38, G7e, B29, or SCD2 . 

INDEPENDENT CLAIMS are also included for the following: 

(1) screening (II) for a bioactive agent capable of binding to a B 
lymphocyte modulator protein (BLMP) , comprising combining the 

BLMP and a candidate bioactive agent, and determining the binding of the 
candidate agent to the BLMP; 

(2) screening (III) for a bioactive agent capable of modulating the 
activity of a B lymphocyte modulator protein (BLMP) , 

comprising combining the BLMP and a candidate bioactive agent, and 
determining the effect of the candidate agent on the bioactivity of the 
BLMP; 

(3) evaluating (IV) the effect of an immunosuppressive drug 
comprising : 

(a) administering the drug to a patient; 

(b) removing a cell sample from the patient; and 

(c) determining the expression profile of the cell sample; and 

(4) an array of probes (V) , comprising a support bearing a number of 
nucleic acid probes complementary to a number of mRNAs expressed by (G) - 



USE - For the identification and characterization of targets useful 
in prognosis, monitoring, rational drug design and/or therapeutic 
intervention of immune system disorders. 
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TI Identifying a compound which modulates the activity of 

prokaryotic elongation factor p (efp) for screening for 

compounds which can be used as antibiotics comprises contacting 

efp with a compound and determining if efp 

activity is modified. 
AN 2000-524303 [47] WPIDS 
AB WO 200045177 A UPAB : 20000925 

NOVELTY - A method (Ml) for identifying a compound which modulates the 

activity of efp comprises contacting efp with 

a compound and determining whether the compound modifies activity 
of efp. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for the 
following : 

(1) a method (M2) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a cell containing efp with a compound 
identified by Ml; and 

(b) determining whether the compound inhibits cell growth; 

(2) a method (M3) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a composition comprising efp, 

N-f ormylmethionyl-tRNA (fMet-tRNA) , 30S subunit, 50S, an mRNA containing 
an AUG sequence and initiation factors 1,2 and 3 with a compound; and 

(b) determining whether the compound allows fMet-tRNA to bind to a 
complex formed through the interaction of efp, 3 OS subunit, 50S, 

an mRNA containing an AUG sequence and initiation factors 1,2 and 3; 

(3) a method (M4) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with prokaryotic 30S subunit or 70S 
ribosome to form a composition; 

(b) contacting the composition with a compound; and 

(c) determining whether the compound binds to efp in 
association with the 30S subunit or 70S ribosome or interferes with the 
binding of efp and the 30S subunit or 70S ribosome; 



(4) a method (M5) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with a composition comprising either 50S 
subunit or 70S ribosome, a tRNA fragment comprising CACCA-radiolabeled 
amino acid and a peptide bond donor to form a second composition; 

(b) contacting the second composition with the compound; and 

(c) determining whether the compound inhibits the first peptide bond 
reaction; 

(5) a method (M6) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a cell or composition containing efp with a 
detectably labelled oxazolidinone compound known to bind efp; 

(b) contacting the composition or cell with an unlabelled compound; 

and 

(c) determining whether the unlabelled compound displaces the 
labelled oxazolidinone compound from the complex; 

(6) a method (M7) for identifying a compound which modulates 
efp but not eukaryotic eIF5A activity comprising: 

(a) determining whether the compound modulates the activity 
of prokaryotic efp by Ml - M7; 

(b) contacting elFSA with a composition comprising methionyl -tRNA 
(Met - tRNA) , 80S ribosome, an mRNA containing an AUG sequence, initiation 
factors eIF-2, eIF-3, eIF-5, eIF-4C, eIF-4D and a peptide bond donor to 
form a second composition; 

(c) contacting the second composition with a compound; and 

(d) determining whether the compound inhibits the first peptide bond 
reaction of a complex formed through the interaction of elF5A, Met -tRNA, 
80S ribosome, an mRNA containing an AUG sequence, initiation factors 
eIF-2, eIF~3, eIF-5, eIF-4C and eIF-4D; and 

(7) modulating the activity of prokaryotic efp, 
the 3 OS subunit, 50S subunit, 70S ribosome or L16 protein 
comprising contacting the efp or cell or cell preparation 
containing the efp, the 30S subunit, 50S subunit, 70S ribosome 
or L16 protein with an oxazolidinone compound. 

USE - To screen for compounds which modulate ribosome mediated 
peptide bond formation. These screening assays can be used to discover 
new and useful antibiotics. 

ADVANTAGE - This screening method is more rapid and direct than 
currently available methods. 
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TI Cell cycle regulatory E3 ubiquitin ligases as anticancer targets. 

AB Disregulation of the cell cycle and proliferation play key roles in 

cellular transformation and tumorigenesis . Such processes are intimately 
tied to the concentration, localization and activity of enzymes, 
adapters, receptors, and structural proteins in cells. Ubiquitination of 
these cellular regulatory proteins, governed by specific enzymes in the 
ubiquitin (Ub) conjugation cascade, has profound effects on their various 
functions, most commonly through proteasome targeting and degradation. 
This review will focus on a variety of E3 Ub ligases as potential oncology 
drug targets, with particular emphasis on the role of these molecules in 
the regulation of stability, localization, and activity of key 
proteins such as tumor suppressors and oncoproteins. E3 ubiquitin ligases 
that have established roles in cell cycle and apoptosis, such as the 
anaphase-promoting complex (APC) , the Skp-l-Cull -F-box class, and the 
murine double minute 2 (MDM2) protein, in addition to more 
recently discovered E3 ubiquitin ligases which may be similarly important 
in tumorigenesis, (e.g. Smurf family, CHFR, and Efp) , will be 
discussed. We will present evidence to support E3 ligases as good 
biological targets in the development of anticancer therapeutics and 
address challenges in drug discovery for these targets. 
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TI The chvH locus of Agrobacterium encodes a homologue of an elongation 
factor involved in protein synthesis. 

AB The virulence of Agrobacterium tumefaciens depends on both chromosome- and 
Ti plasmid-encoded gene products. In this study, we characterize a 
chromosomal locus, chvH, previously identified by TnphoA mutagenesis and 
shown to be required for tumor formation. Through DNA sequencing and 
comparison of the sequence with identified sequences in the database, we 
show that this locus encodes a protein similar in sequence to 
elongation factor P, a protein thought to be involved in peptide 
bond synthesis in Escherichia coli . The analysis of vir-lacZ and vir-phoA 
translational fusions as well as Western immunoblotting revealed that the 
expression of Vir proteins such as VirE2 was significantly reduced in the 
chvH mutant compared with the wild-type strain. The E. coli efp 
gene complemented detergent sensitivity, virulence, and expression of 
VirE2 in the chvH mutant, suggesting that chvH and efp are 
functionally homologous. As expected, ChvH exerts its activity 
at the posttranscriptional level. Southern analysis suggests that the 
gene encoding this elongation factor is present as a single copy in A. 
tumefaciens. We constructed a chvH deletion mutant in which a 445 -bp 
fragment within its coding sequence was deleted and replaced with an omega 
fragment. On complex medium, this mutant grew more slowly than the 
wild-type strain, indicating that elongation factor P is important but not 
essential for the growth of Agrobacterium. 
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TI A novel baculovirus envelope fusion protein with a proprotein 
convertase cleavage site. 

AB The entry mechanism of Spodoptera exigua multicapsid nucleopolyhedrovirus 
(SeMNPV) , a group II NPV, in cultured cells was examined. SeMNPV budded 
virus (BV) enters by endocytosis as do the BVs of the group I NPVs, 
Autographa californica (Ac) MNPV and Orgyia pseudotsugata (Op) MNPV. In 
group I NPVs, upon infection acidification of the endosome triggers fusion 
of the viral and endosomal membrane, which is mediated by the BV envelope 



glycoprotein GP64 . However, the SeMNPV genome lacks a homolog of GP64 

envelope fusion protein (EFP) . A functional homolog 

of the OpMNPV GP64 EFP was identified in SeMNPV 0RF8 (Se8; 76 

kDa) and appeared to be the major BV envelope protein. 

Surprisingly, a 60 -kDa cleavage product of this protein is 

present in the BV envelope. A furin-like proprotein convertase cleavage 

site (R-X-K/R-R) was identified immediately upstream of the N-terminus of 

the mature Se8 protein and this site was also conserved in the 

Lymantria dispar (Ld) MNPV homolog (Ldl30) of Se8 . Syncytium formation 

assays showed that Se8 and Ldl3 0 alone were sufficient to mediate membrane 

fusion upon acidification of the medium. Furthermore, C- terminal 

GFP-fusion proteins of Se8 and Ldl30 were primarily localized in the 

plasma membrane of insect cells. This is consistent with their fusogenic 

activity and supports the conclusion that the Se8 gene product is 

a functional homolog of the GP64 EFP. 

Copyright 2000 Academic Press. 
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TI Efp as a primary estrogen-responsive gene in human breast 
cancer . 

AB We have previously isolated the efp {estrogen-responsive finger 
protein) that is required for the normal estrogen-induced cell 
proliferation. Here, we show the genomic organization of the human 
efp gene which consists of nine exons . The efp mRNA was 
expressed in human breast tumors and the estrogen- induced expression of 
the efp was found in MCF-7 human breast cancer cells. Moreover, 
efp promoter activity was enhanced through the 

estrogen-responsive element dependent on estrogen and estrogen receptor. 

These results suggest that the efp can mediate estrogen actions 

such as cell growth in human breast cancer as a primary responsive gene. 
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TI Estrogen-responsive RING finger mRNA induction in gastrointestinal 
carcinoma cells following bile acid treatment. 

AB The underlying molecular mechanisms of the tumor -promoting 

activity of bile acids such as chenodeoxycholic acid (CDCA) and 

deoxycholic acid (DCA) and the protective effect of ursodeoxycholic acid 

(UDCA) remain largely unclear. Using RNA arbitrarily primed PCR (RAP-PCR) 

for differential display, we identified, cloned and sequenced 

differentially expressed transcripts after treating gastric carcinoma 

cells (St 23132) with the bile acids CDCA, DCA and UDCA. One of these 

transcripts was identified to be an estrogen-responsive RING finger 

protein (efp) mRNA. The differential expression of 

efp in gastric cancer cells was confirmed by low stringency 

RT-PCR. efp mRNA levels were induced 3 -fold in gastric carcinoma 

cells after CDCA and DCA treatment, whereas no change in expression was 

detected after UDCA treatment. Finally, treatment of the colon carcinoma 

cell line HT 29 with DCA resulted in a 2- to 5-fold induction of 

efp mRNA levels whereas UDCA did not induce efp. As 

expected, efp expression was also increased after 24 h of 

estrogen treatment. In summary, a synergy or a common pathway of tumor 

enhancement of bile acids and estrogen via efp in 

gastrointestinal carcinogenesis can be envisioned. 
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TI Promoter analysis of mouse estrogen-responsive finger protein ( 
efp) gene: mouse efp promoter contains an E-box that is 
also conserved in human. 

AB The estrogen-responsive finger protein (efp) 

containing a RING finger motif has been identified as an 

estrogen- responsive gene in human and mouse. Here, we have characterized 
the basal promoter region of the mouse efp gene. The promoter 
lacks the TATA motif, and transcription initiation sites are found at 
positions -38T, -64A and -73C from the translation initiation site. 
Deletion analysis of the 5 1 -flanking region using Jyg-Mc(B) mouse breast 
cancer cells indicates that the sequence encompassing from -139 to -1 has 
a basal transcription activity. This region is GC-rich in both 
mouse and human promoters, and the E-box is precisely matched on the 
sequence alignment. A mutation experiment with E-box shows that the E-box 
is functionally active. An electrophoretic mobility shift assay using 
Jyg-Mc(B) nuclear extracts shows that a transcription factor, USF-1 binds 
to the E-box in the mouse efp promoter. It has been shown that 
the E-box in the human efp promoter is indispensable for basal 
transcriptional activity and binds USF-1. These findings 



suggest that the mouse efp promoter is regulated by a similar 
mechanism to that of the human. In mouse, however, we have not found a 
negative regulatory region that is present in human promoter. 
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The gene encoding the elongation factor P protein is essential 

for viability and is required for protein synthesis. 

Elongation factor P (EFP) is a protein that stimulates 

the peptidyltransf erase activity of fully assembled 70 S 

prokaryotic ribosomes and enhances the synthesis of certain dipeptides 

initiated by N-f ormylmethionine . This reaction appears conserved 

throughout species and is promoted in eukaryotic cells by a homologous 

protein, eIF5A. Here we ask whether the Escherichia coli gene 

encoding EFP is essential for cell viability. A kanamycin 

resistance (KanR) gene was inserted near the N-terminal end of the 

efp gene and was cloned into a plasmid, pMAK705, that has a 

temperature-sensitive origin of replication. After transformation into a 

recA+ E. coli strain, temperature-sensitive mutants were isolated, and 

their chromosomal DNA was sequenced. Mutants containing the efp 

-KanR gene in the chromosome grew at 3 3 degrees C only in the presence of 

the wild-type copy of the efp gene in the pMAK705 plasmid and 

were unable to grow at 44 degrees C. Incorporation of various isotopes in 

vivo suggests that translation is impaired in the efp mutant at 

44 degrees C. At 44 degrees C, mutant cells are severely defective in 

peptide-bond formation. We conclude that the efp gene is 

essential for cell viability and is required for protein 

synthesis . 
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Multiple regulatory elements and binding proteins of the 5' -flanking 
region of the human estrogen-responsive finger protein ( 
efp) gene. 

The efp, a member of the RING finger family, was previously 

identified as an estrogen responsive gene. Here, we characterized basal 

promoter of the human efp gene. Transcription initiation site 

was found at position -60 G relative to the site for translation 

initiation, and TATA motif was absent. Deletion and mutation analyses of 

the 5* -flanking region using MCF-7 breast cancer cells indicated that the 

sequences located at -137 to -72 had the promoter activity for 

which an E-box (CACGTG) element at. -110 to -105 was essential. EMSA 

showed that USF-1 bound to the E-box and that a protein-DNA 

complex was formed at the positive regulatory region (-137 to -110) . 

Moreover, a strong negative regulatory region was present in -235 to -174. 

These findings suggest that the human efp promoter is regulated 

by multiple elements and their interacting factors, and the E-box near the 

transcription initiation site is essential for the basal promoter 

activity. 
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TI Identification of a membrane fusion domain and an oligomerization domain 
in the baculovirus GP64 envelope fusion protein. 

AB The baculovirus GP64 envelope fusion protein (GP64 EFP 

) is the major envelope glycoprotein of the budded virion and has been 
shown to mediate acid-triggered membrane fusion both in virions and when 
expressed alone in transfected cells. Using site-directed mutagenesis and 
functional assays for oligomerization, transport, and membrane fusion, we 
localized two functional domains of GP64 EFP. To identify a 
fusion domain in the GP64 EFP of the Orgyia pseudotsugata 

multiple nuclear polyhedrosis virus (OpMNPV) , we examined two hydrophobic 
regions in the GP64 EFP ectodomain. Hydrophobic region I (amino 
acids 223 to 228) is a cluster of 6 hydrophobic amino acids exhibiting the 
highest local hydrophobicity in the ectodomain. Hydrophobic region II 
(amino acids 330 to 338) lies within a conserved region of GP64 
EFP that contains a heptad repeat of leucine residues and is 
predicted to form an amphipathic alpha-helix. In region I, 
nonconservative amino acid substitutions at Leu-226 and Leu-227 (at the 
center of the hydrophobic cluster) completely abolished fusion 
activity but did not prevent GP64 EFP oligomerization or 

surface localization. To confirm the role of region I in membrane fusion 



activity, we used a synthetic 21 -amino -acid peptide to generate 
polyclonal antibodies against region I and demonstrated that antipeptide 
antibodies were capable of both neutralizing membrane fusion 
activity and reducing infectivity of the virus. In hydrophobic 
region II, mutations were designed to disrupt several structural 
characteristics: a heptad repeat of leucine, a predicted alpha-helix, or 
the local hydrophobic ity along one face of the helix. Single alanine 
substitutions for heptad leucines did not prevent oligomerization, 
transport, or fusion activity. However, multiple alanine 
substitutions or proline (helix-destabilizing) substitutions disrupted 
both oligomerization and transport of GP64 EFP. In addition, a 
deletion that removed region II and the predicted alpha-helix was 
defective for oligomerization, whereas a larger deletion that retained 
region II and the predicted helix was oligomerized. These results 
indicate that region II is required for oligomerization and transport and 
suggest that the predicted helical structure of this region may be 
important for this function. Thus, by using mutagenesis, functional 
assays, and antibody inhibition, two functional domains were localized 
within the baculovirus GP64 EFP : a fusion domain located at 
amino acids 223 to 228 and an oligomerization domain located at amino 
acids 327 to 335 within a predicted amphipathic alpha-helix. 
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TI Overlapping TATA- dependent and TATA- independent early promoter activities 
in the baculovirus gp64 envelope fusion protein gene. 

AB In previous studies to characterize basal and activated transcription from 
the early promoter of the gp64 envelope fusion protein ( 
efp) gene of the Orgyia pseudotsugata multicapsid nuclear 
polyhedrosis virus, the TATA box was identified as a functional element, 
essential for basal transcription from a minimal promoter construct . In 
the current study, we used discrete deletions and multiple point mutations 
that removed the functional TATA box from larger promoter constructs of 
the gp64 efp gene to reveal an overlapping TATA- independent 
transcriptional activity. TATA- independent transcriptional 
activity was inhibited in vitro by alpha-amanitin but not by 
tagetitoxin, demonstrating that like the TATA- dependent activity 
, the TATA- independent activity is mediated by RNA polymerase 
II. Using constructs in which the TATA box (TATATAA) was destroyed by 
substitution mutations, we identified four elements that are required for 
the TATA- independent activity. Two of the required elements, 
GATA (at -114) and CACGTG (at -104), were previously shown to specifically 
bind host transcription factors and activate transcription from the 
TATA- dependent wild- type gp64 efp promoter. The role of the 
early start site consensus CAGT sequence in TATA- independent transcription 
was also examined. Single-nucleotide substitution mutations in the CAGT 



sequence indicated that certain nucleotides within the CAGT start site 
were essential. In addition to the start site sequence and two upstream 
elements, a fourth essential element was identified in the 5' untranslated 
leader region (5'UTR). While the 5'UTR was not necessary for 
TATA- dependent transcription, deletion of a 10-bp 5'UTR sequence resulted 
in the loss of TATA- independent transcriptional activity. 

Although necessary, neither the GATA, CACGTG, start site region, nor 5'UTR 
element was alone sufficient for accurately initiated TATA- independent 
transcription from the consensus CAGT start site. Thus, the gp64 
efp early promoter contains overlapping TATA- dependent and 
TATA- independent transcriptional activities. A number of common sequence 
elements (GATA, CACGTG, and start site CAGT) are involved in both of these 
activities, while one element (in the 5'UTR) is required only in the 
TATA- independent context . 
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L7 ANSWER 1 OF 4 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS INC. on STN 
TI Chromosome mapping of human (ZNF14 7) and mouse genes for 

estrogen-responsive finger protein (efp) , a member of the RING 

finger family. 

AB We have previously identified an estrogen-responsive gene, efp 

(estrogen-responsive finger protein) , that encodes a putative zinc finger 
protein (Proc. Natl. Acad. Sci. USA 90 : 11117 - 11121 , 1993 ) . The 
efp protein has a RING finger, a variant type of zinc finger 
motif, Bl box, and B2 box, each having a pair of zinc fingers, present in 
a family of apparent DNA-binding proteins. Some members of this family 



have transformation capabilities when found in chromosomal translocations. 

Chromosome mapping of the ofp gene by fluorescence in 

situ hybridization reveals that human EFP (ZNF147) is located at 

17q23.1 and that mouse Efp is located at 11C. These results 

provide additional evidence that the mouse 11C region displays conserved 

synteny with the 17q23.1 region of the human genome. 
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TI Identifying a compound which modulates the activity of prokaryotic 
elongation factor p (efp) for 

screening for compounds which can be used as antibiotics comprises 

contacting efp with a compound and determining if efp 

activity is modified. 
AN 2000-524303 [47] WPIDS 
AB WO 200045177 A UPAB : 20000925 

NOVELTY - A method (Ml) for identifying a compound which modulates the 

activity of efp comprises contacting efp with a 

compound and determining whether the compound modifies activity of 
efp. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for the 
following : 

(1) a method (M2) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a cell containing efp with a compound 
identified by Ml; and 

(b) determining whether the compound inhibits cell growth; 

(2) a method (M3) for identifying a compound which modulates 
fp activity comprising: 

(a) contacting a composition comprising efp, 

N-f ormylmethionyl-tRNA (fMet-tRNA) , 30S subunit, SOS, an mRNA containing 
an AUG sequence and initiation factors 1,2 and 3 with a compound; and 

(b) determining whether the compound allows fMet-tRNA to bind to a 
complex formed through the interaction of efp, 3 OS subunit, SOS, 

an mRNA containing an AUG sequence and initiation factors 1,2 and 3; 

(3) a method (M4) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with prokaryotic 30S subunit or 70S 
ribosome to form a composition; 

(b) contacting the composition with a compound; and 

(c) determining whether the compound binds to efp in 
association with the 30S subunit or 70S ribosome or interferes with the 
binding of efp and the 3 OS subunit or 70S ribosome; 

(4) a method (MS) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with a composition comprising either 50S 
subunit or 70S ribosome, a tRNA fragment comprising CACCA-radiolabeled 
amino acid and a peptide bond donor to form a second composition; 

(b) contacting the second composition with the compound; and 



(c) determining whether the compound inhibits the first peptide bond 
reaction; 

(5) a method (M6) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a cell or composition containing efp with a 
detectably labelled oxazolidinone compound known to bind efp; 

(b) contacting the composition or cell with an unlabelled compound; 

and 

(c) determining whether the unlabelled compound displaces the 
labelled oxazolidinone compound from the complex; 

(6) a method (M7) for identifying a compound which modulates 
efp but not eukaryotic eIF5A activity comprising: 

(a) determining whether the compound modulates the activity of 
prokaryotic efp by Ml - M7; 

(b) contacting eIF5A with a composition comprising methionyl- tRNA 
(Met-tRNA) , 80S ribosome, an mRNA containing an AUG sequence, initiation 
factors eIF-2, eIF-3, eIF-5, eIF-4C, eIF-4D and a peptide bond donor to 
form a second composition; 

(c) contacting the second composition with a compound; and 

(d) determining whether the compound inhibits the first peptide bond 
reaction of a complex formed through the interaction of eIF5A ; Met-tRNA, 

8 0S ribosome, an mRNA containing an AUG sequence, initiation factors 
eIF-2, eIF-3, eIF-5, eIF-4C and eIF-4D; and 

(7) modulating the activity of prokaryotic efp, the 30S 

subunit, 50S subunit, 70S ribosome or L16 protein comprising contacting 
the efp or cell or cell preparation containing the efp 
, the 30S subunit, SOS subunit, 70S ribosome or L16 protein with an 
oxazolidinone compound. 

USE - To screen for compounds which modulate ribosome mediated 
peptide bond formation. These screening assays can be used to discover 
new and useful antibiotics. 

ADVANTAGE - This screening method is more rapid and direct than 
currently available methods . 
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TI Transcriptional repression by RING finger protein TIF1 beta that interacts 
with the KRAB repressor domain of KOX1 . 

AB Many of the vertebrate zinc finger factors of the Kruppel type (C2H2 zinc 
fingers) contain in their N- terminus a conserved sequence referred to as 
the KRAB (Kruppel -associated box) domain that, when tethered to DNA, 
efficiently represses transcription. Using the yeast two-hybrid system, 
we have isolated an 835 amino acid RING finger (C3HC4 zinc finger) 
protein, TIF1 beta (also named KAP-1) , that specifically interacts with 
the KRAB domain of the human zinc finger factor KOX1/ZNF10 . TIF1 beta, 
TIF1 alpha, PML and efp belong to a characteristic subgroup of 
RING finger proteins that contain one or two other Cys/His-rich clusters 
(B boxes) and a putative coiled-coil in addition to the classical C3HC4 
RING finger motif (RBCC configuration) . Like TIF1 alpha, TIF1 beta also 
contains an additional Cys/His cluster (PHD finger) and a bromo-related 
domain. When tethered to DNA, TIF1 beta can repress transcription in 
transiently transfected mammalian cells both from promoter-proximal and 
remote (enhancer) positions, similarly to the KRAB domain itself. We 
propose that TIF1 beta is a mediator of the transcriptional repression 
exerted by the KRAB domain. 
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Chromosome mapping of human (ZNF14 7) and mouse genes for 
estrogen-responsive finger protein (efp) , a member of the RING 
finger family. 

We have previously identified an estrogen-responsive gene, efp 
(estrogen-responsive finger protein) , that encodes a putative zinc finger 
protein (Proc. Natl. Acad. Sci. USA 90: 11117-11121, 1993). The 
efp protein has a RING finger, a variant type of zinc finger 
motif, Bl box, and B2 box, each having a pair of zinc fingers, present in 
a family of apparent DNA-binding proteins. Some members of this family 
have transformation capabilities when found in chromosomal translocations. 
Chromosome mapping of the efp gene by fluorescence in 
situ hybridization reveals that human EFP (ZNF147) is located at 
17q23.1 and that mouse Efp is located at lie. These results 
provide additional evidence that the mouse lie region displays conserved 
synteny with the 17q23.1 region of the human genome. 
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TI Identifying a compound which modulates the activity of 
prokaryotic elongation factor p ( 

efp) for screening for compounds which can be used as antibiotics 
comprises contacting efp with a compound and determining if 
efp activity is modified. 

AN 2000-524303 [47] WPIDS 

AB WO 200045177 A UPAB : 20000925 



NOVELTY - A method (Ml) for identifying a compound which modulates the 
activity of ofp comprises contacting fp with 

a compound and determining whether the compound modifies activity 
of efp. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for the 
following : 

(1) a method (M2) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a cell containing efp with a compound 
identified by Ml; and 

(b) determining whether the compound inhibits cell growth; 

(2) a method (M3) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a composition comprising efp, 
N-formylmethionyl-tRNA (fMet-tRNA) , 30S subunit, SOS , an mRNA containing 
an AUG sequence and initiation factors 1,2 and 3 with a compound; and 

(b) determining whether the compound allows fMet-tRNA to bind to a 
complex formed through the interaction of efp, 30S subunit, SOS, 

an mRNA containing an AUG sequence and initiation factors 1,2 and 3; 

(3) a method (M4) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with prokaryotic 30S subunit or 70S 
ribosome to form a composition; 

(b) contacting the composition with a compound; and 

(c) determining whether the compound binds to efp in 
association with the 30S subunit or 70S ribosome or interferes with the 
binding of efp and the 30S subunit or 70S ribosome; 

(4) a method (MS) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting efp with a composition comprising either SOS 
subunit or 70S ribosome, a tRNA fragment comprising CACCA-radiolabeled 
amino acid and a peptide bond donor to form a second composition; 

(b) contacting the second composition with the compound; and 

(c) determining whether the compound inhibits the first peptide bond 
reaction; 

(5) a method (M6) for identifying a compound which modulates 
efp activity comprising: 

(a) contacting a cell or composition containing efp with a 
detectably labelled oxazolidinone compound known to bind efp; 

(b) contacting the composition or cell with an unlabelled compound; 

and 

(c) determining whether the unlabelled compound displaces the 
labelled oxazolidinone compound from the complex; 

(6) a method (M7) for identifying a compound which modulates 
efp but not eukaryotic elFSA activity comprising; 

(a) determining whether the compound modulates the activity 
of prokaryotic efp by Ml - M7 ; 

(b) contacting elFSA with a composition comprising methionyl- tRNA 
(Met -tRNA) , 80S ribosome, an mRNA containing an AUG sequence, initiation 
factors eIF-2, eIF-3, eIF-5, eIF-4C, eIF-4D and a peptide bond donor to 
form a second composition; 

(c) contacting the second composition with a compound; and 

(d) determining whether the compound inhibits the first peptide bond 
reaction of a complex formed through the interaction of elFSA, Met-tRNA, 
80S ribosome, an mRNA containing an AUG sequence, initiation factors 
eIF-2, eIF-3, eIF-5, eIF-4C and eIF-4D; and 

(7) modulating the activity of prokaryotic efp, 

the 30S subunit, SOS subunit, 70S ribosome or L16 protein comprising 
contacting the efp or cell or cell preparation containing the 
efp, the 30S subunit, 50S subunit, 70S ribosome or L16 protein 
with an oxazolidinone compound. 

USE - To screen for compounds which modulate ribosome mediated 
peptide bond formation. These screening assays can be used to discover 
new and useful antibiotics. 
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